Legends to the supplemental figures Figure S1. Degradation of unassembled subunits of ER complexes requires the Asi complex, related to Figure 1. (A) Schematic representation of the glycosylphosphatidylinositol transamidase (GPI-T) complex essential for GPI anchor attachment to proteins. Individual subunits are indicated with different colors. (B) The turnover of the GPI-T subunit Gpi8 was followed after inhibition of protein synthesis by CHX in WT and asi1∆ cells. Whole-cell extracts were analyzed by SDS-PAGE and western blotting. Arrowheads indicate the double band of Gpi8, detected with α-Gpi8 antibody and α-Pgk1 was used as loading control. (C) The degradation of mutant Gpi8-ts, encoded by a temperature sensitive allele of GPI8, was followed after inhibition of protein synthesis with CHX in cells with the indicated genotypes after a 60 min shift to 37˚C. Whole cell extracts were analyzed by SDS-PAGE and western blotting. Gpi8 was detected with α-Gpi8 antibody and Dpm1 was used as loading control. The graph (right) shows the quantification of at least three independent experiments.
Wbp1 and Ost4 were detected with α-Wbp1 and α-Flag antibodies, respectively. (A) The degradation of HA-Gpi8 TM was followed after inhibition of protein synthesis by CHX in WT cells or in cells with the indicated deletions. Whole-cell extracts were analyzed by SDS-PAGE and western blotting. It was detected with α-HA antibodies. Pgk1 was used as loading control and detected with α-Pgk1 antibody.
(B) The degradation of HA-Gpi16 TM was analyzed as in (A).
(C) The degradation of HA-Wbp1 TM was analyzed as in (A).
(D) The sequence of Erg11 TMD was determined by (Monk et al., 2014) .
Topcons (http://topcons.cbr.su.se/pred/) was used to predict the sequence of additional TMDs (Tsirigos et al., 2015) . The sequence of the other TMDs and free energy of transmembrane insertion in the ER membrane (∆G) was calculated according to http://dgpred.cbr.su.se/index.php?p=home (Hessa et al., 2005 (Hessa et al., , 2007 .
Transmembrane hydrophobicity was calculated according to (Zhao and London, 2006) . Net Charge was calculated based on the charge of individual amino acid at pH7. 
